Materials and Methods

Samples
For enough gel to fill 12 tubes, mix 6.5 mL of A with 2.5 mL of B and add this mixture to a freshly prepared solution of 14 mg of ammonium persulfate (Bio-Rad) in 11 mL of distilled
Use this solution to fill each of the prepared tubes up to the etch mark. Using a syringe (no. 7 iON; Hamilton Co., Reno, NV 89150), overlay the acrylamide mix in each tube with water, being especially careful to avoid any mixing. After 20 mm, shake out the overlayered water and position the tubes in the upper chamber grommets of a gel column-electrophoresis unit.
Sample preparation.
Every amniotic-fluid sample is analyzed in duplicate.
Mix a 50-.tL aliquot of each sample with 25 1tL of an equivolume solution of glycerine and water and 25 sL of a marker protein solution consisting of 1 g of bovine serum albumin and 0.1 g of Reactive Blue 2 (R4502; Sigma Chemical Co., St. Louis, MO 63178) per liter. The marker protein allows one to observe the progress of the electrophoresis in each tube.
In each electrophoretic assay, include as controls amniotic fluid samples known to be negative and positive for neural tube defects.
Electrophoresis. The electrophoresis method is a modification of that of Clarke (5) . The buffer consists of 29 g of glycine and 6 g of Tris in 975 mL of distilled water and 5 mL of 1 mol/L HCI; dilute 10-fold and adjust the pH to 7. Prepare the following standard solutions: for solution C, dissolve 12.2 g of maleic acid in 300 mL of distilled water, adjust the pH to 6.5, and dilute to 500 mL with distilled water; for solution D dissolve 3 g of CuSO4 . 5H20 in 100 mL of distilled water; for solution E dissolve 4.5 g of glycine in 100 mL of distilled water. To prepare the pre-incubation mixture, mix 100 mL of Solution C with 72 g of sodium sulfate and 200 mL of distilled water (pH adjusted to 6.5). Fill each test tube with the pre-incubation mixture, and let stand. After at least 30 mm, pour off the solution, replacing it with the incubation mixture, freshly made from 20 mL of C, 2 mL of D, 2 mL of E, 0.2 mL of 1 mol/L MgCl2, 36 mL of distilled water, 14.4 g of sodium sulfate, and 70mg of acetylthiocholine iodide (Sigma). Adjust the pH to 6.5. Incubate at room temperature until white, distinct bands appear in the positive control (6-20 h). Stop the reaction by replacing the incubation mixture with distilled water.
A photograph of the gels (e.g., Figure 1 ) provides a distinct image of the precipitates and is a permanent record. It is not necessary to stain the bands. 
Results
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